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Supplemental Figures and Legends

Figure S1. Circular dichroism spectra of HO2,. in 50 mM potassium phosphate pH 8.0.

Figure S2. Heme off-rate determination for G163H Fe**-HO2,r., as measured in an apo-
H64Y/V68F-myoglobin assay

Figure S3. Heme transfer from HRMI to the core after single turnover of heme in the core in the
presence of biliverdin reductase.

Supplemental Excel Legend

Excel S1. Excel workbook containing all the measured relative deuterium values for all of the
experiments. In each tab, the differences between the two states is shown at the right and corresponds to
the difference map in the Figure indicated in the name of the tab.
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Figure S1. Circular dichroism spectra of HO2.,.. in 50 mM potassium phosphate pH 8.0. (4)
The spectra overlay of HO2-WT (orange) and the H45W/G159W mutant (purple), 5 uM in a 0.1
cm cell. (B), (C) Spectra of HO2-WT (B) and HO2-H45W/G159W (C) fit using CONTIN data
base with DichroWeb server. The estimation of secondary structure is listed in the corresponding
table.
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Figure S2. The heme off-rates for G163H Fe**-HO2.,., as measured in an apo-H64Y/V68F-
myoglobin assay. The absorbance change over time at 600 nm (red) is compared to the change in
absorbance over time at 600 nm (blue) for wild-type Fe3"™-HO2,. in the same assay. Fits of the
data to a double exponential equation (black) are shown.
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a4 =-0.047353 +/- 0.000741
k4 = 0.008951 +/- 0.000155

Figure S3. Heme transfer from HRM1 to the core after single turnover of heme in the core in the
presence of biliverdin reductase. A, Fe** core/mrm-HO2,50} and an equimolar concentration of CPR
were pre-mixed prior to being rapidly mixed with a limiting amount of NADPH to initiate
degradation of heme at the core. The data at 0.007 seconds (red), 6 seconds (green), 1000
seconds (blue), and several representative intermediate time points (black) are shown. All
measurements were carried out at 20 °C using the 1-cm path length configuration in photodiode
array mode in triplicate. B, the stopped flow trace at the 404 nm (red) from one of the triplicates
is shown. The data was fit to a quadruple exponential equation (black) using the Pro-data Viewer
software provided by Applied Photophysics. C and D, same as 4 and B, respectively, except that
an equimolar concentration of biliverdin reductase was added with HO2 and CPR prior initiating

¢=0.541287 +/- 0.000160

al=0.219002 +/- 0.001080
k1 =1.834222 +/- 0.013859
a2 =0.066699 +/- 0.002829
k2 = 0.230085 +/- 0.012569
a3 =-0.058266 +/- 0.002799
k3 =0.056467 +/- 0.003524
a4 =-0.040044 +/- 0.001105
k4 = 0.008001 +/- 0.000258

the reaction. E, fits of the traces shown in B and D.
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